INTRODUCTION
Cancerous Inhibitor of Protein Phosphatase 2A (CIP2A) was first characterized as a modulator of activity of Protein Phosphatase 2A (PP2A) toward serine-62 phosphorylated MYC, leading to stabilization of the MYC protein (Junttila et al., 2007) . The oncogenic nature of CIP2A was later confirmed in various human malignancies (Kauko and Westermarck, 2018) making it a promising target for cancer therapy (Junttila et al., 2007; Janghorban et al., 2014; Lucas et al., 2016) . Mechanistically, the oncogenic activity of CIP2A can be explained by its activity toward the tumor suppressive PP2A B-subunit B56 and presumed effects in selectively inhibiting PP2A/B56 substrate recognition (Wang et al., 2017) . In addition to cancer, increased CIP2A levels have also been detected in the neurons of patients with Alzheimer disease (AD) leading to increased phosphorylation of Tau protein, suggesting CIP2A also to be a potential therapeutic target for AD (Shentu et al., 2018) . Although CIP2A is associated with these disease states, there is a need for a better understanding of its role in normal cellular physiology. Its expression has also been associated with autophagy and increased cell proliferation (Yu et al., 2013) . It promotes cell cycle progression, premature chromosome segregation, and aneuploidy (Pallai et al., 2015) . We have previously demonstrated that CIP2A deficiency results in defects in T cell activation (Cô me et al., 2016) ; however, nothing is known with respect to the function of CIP2A in the differentiation of different T helper (Th) cell subsets.
Interleukin 17 (IL-17)-producing Th17 cells protect the mucosal surfaces and play a crucial role in host defense against pathogens, such as fungi and extracellular bacteria (Gaffen et al., 2011; Romani, 2011) . Dysregulated Th17 differentiation leads to several autoimmune and inflammatory pathologies, including psoriasis, rheumatoid arthritis (RA), multiple sclerosis, and inflammatory bowel disease (Kleinewietfeld and Hafler, 2013; Kleinewietfeld et al., 2013; Yosef et al., 2013; Lee et al., 2014; Meyer Zu Horste et al., 2016) . Strategies to limit excessive Th17 response are therefore an attractive target to prevent Th17-mediated pathologies. Notably, the suppression of the activity of transcription factors (TF) driving Th17 differentiation, such as RORgt, has demonstrated impressive efficacy in preclinical disease models (Huh et al., 2011; Xu et al., 2011; Xiao et al., 2014) . Moreover, inhibition of IL-17 by neutralizing antibodies has shown remarkable effectiveness in clinical trials in the pathology of several autoimmune diseases, such as psoriasis, ankylosing spondylitis, and multiple sclerosis (Robinson et al., 2013; Lønnberg et al., 2014) . A better understanding of how Th17 cells function and their differentiation is regulated would facilitate the development of novel approaches to treat autoimmune diseases and other Th17 cell-mediated disorders. In the present study, we demonstrated that CIP2A silencing results in a significant increase in IL-17 production in human and mouse Th17 cells. Genome-wide profiling of gene expression in human CIP2A-silenced Th17 cells confirmed the upregulation of many Th17 cell-specific genes, including RORC and MAF. Concomitant with increased IL-17 production, we observed enhanced STAT3 (Y705) phosphorylation in CIP2A-deficient Th17 cells. To identify candidates responsible for enhanced STAT3 phosphorylation, we used a mass spectrometry (MS) (liquid chromatography [LC]-tandem MS [MS/MS])-based proteomics approach to study the interactome of phosphorylated (pSTAT3) in CIP2A-silenced and control Th17 cells.
We demonstrated significantly increased interaction between acylglycerol kinase (AGK) and pSTAT3 under CIP2A-deficient condition that in turn may lead to enhanced STAT3 phosphorylation and IL-17 secretion in CIP2A-silenced Th17 cells. Notably, both inhibition of CIP2A and direct inhibition of PP2A catalytic subunit led to enhanced IL-17 expression in Th17 cells. This suggests that CIP2A negatively regulates human Th17 cell differentiation without inhibiting catalytic activity of PP2A complex.
RESULTS

CIP2A Is Downregulated in TH17 Cells
CIP2A is induced upon T cell activation, and its mRNA expression is reduced in Th17 cells (Figures 1A and 1B) . Interestingly, in other CD4+ T cell subsets, there was no difference in the expression of CIP2A (Figures S1A and S1B) (Kanduri et al., 2015; Ubaid Ullah et al., 2018) . We further confirmed reduced CIP2A expression in Th17 cells at the protein level (72 h) using confocal microscopy ( Figures 1C and 1D ). CIP2A localization by confocal microscopy suggested similar CIP2A expression in the nuclear and cytoplasmic fractions of Th0 and Th17 cells. Thus, reduced expression of CIP2A is not due to its altered localization in Th17 cells (Khan et al., 2020) . On account of the early expression of IL2 in response to T cell receptor (TCR) triggering/activation and its role in immune system, we sought to investigate whether the expression of CIP2A was regulated directly by TCR or through activation-induced autocrine/paracrine IL-2. Naive human CD4+ T cells were stimulated with either TCR or IL-2 alone or in combination for 72 h followed by measuring CIP2A expression by TaqMan qRT-PCR. Although TCR by itself was sufficient to induce the expression, stimulation with IL-2 alone did not result in any detectable expression of CIP2A ( Figure 1E ). Together, these results indicate that CIP2A is induced in T cells upon TCR triggering and is downregulated in Th17 cells.
CIP2A Negatively Regulates TH17 Differentiation
To determine the functional role of CIP2A in human CD4+ T cells, CIP2A was silenced using three different small interfering RNAs (siRNAs), each targeting different regions of the transcript. CIP2A expression was efficiently silenced both at protein and RNA levels by these three (siCIP2A1, siCIP2A4, and siCIP2A5) siRNAs (Figures 2A and 2B ). In mouse, CIP2A was depleted using gene trap technology, as previously described (Ventelä et al., 2012) . CIP2A homozygous mice (CIP2A HOZ ) were viable with normal lifespan and had strong depletion (more than 90%) of CIP2A expression when compared with CIP2A wild-type (CI-P2A WT ) animals. In our earlier study, we reported reduced expression of CD69, a marker for activated T cells, in CIP2A-deficient human and mouse T cells in response to TCR activation (Cô me et al., 2016) . In the current study, we tested the effect of CIP2A silencing on IL2RA (CD25) expression, as IL2RA is another key receptor induced upon T cell activation. Like CD69, CD25 expression was also significantly downregulated in cells deficient in CIP2A ( Figures S2A and S2B ), further supporting the role of CIP2A in T cell activation.
CIP2A siRNA (siCIP2A) and non-targeting control siRNA (siNT) transfected human naive CD4+ T cells were differentiated toward the Th17 direction, and CCR6 surface expression and IL-17 levels were measured at 72 h. A significant increase in CCR6 expression ( Figure 2C ) and enhanced IL-17A expression, both at RNA ( Figure 2D ) and protein levels ( Figure 2E ), were observed in the CIP2A-silenced Th17 cells. To study if the effect of CIP2A on IL-17 (D) Statistical analysis of the confocal microscopy (C). The dot plot shows average corrected total cell fluorescence displayed as arbitrary unit (AU); each dot represents an independent experiment where 50-60 cells were analyzed. The analyses were performed using GraphPad Prism version 7.0d for Mac OS X (GraphPad Software), and the significance was determined using unpaired two-tailed t test; *p < 0.05. (E) CIP2A expression analysis by TaqMan qRT-PCR in human T cells at 72 h after stimulation by TCR, IL-2, or both. Data were calculated as dCT values normalized with the housekeeping gene (EF1-alpha) and plotted as 2 ÀdCt . ****p < 0.0001 (Student's two-tailed unpaired t test). In all figures, the error bars represent the standard error of the mean. RE and AU stand for relative expression and arbitrary unit, respectively. NT denotes non-targeting siRNA. Quantification was performed using ImageJ software and plotted above the representative WB where each dot represents an independent experiment. The significance was determined using unpaired two-tailed t test; ****p < 0.0001. (B) TaqMan qRT-PCR analysis demonstrating the efficiency of CIP2A silencing by the three functional CIP2A siRNAs shown in (A). The significance was determined using unpaired two-tailed t test; *p < 0.05, **p < 0.01, ****p < 0.0001. was true also for mouse, naive CD4+CD62L+ splenic T cells from CIP2A WT and knockout (KO) animals were differentiated to the Th17 direction and IL-17 levels were measured. Similar to human Th17 cells, a consistent increase in IL-17A expression in the CIP2A-deficient mouse Th17 cells was detected at 72 h ( Figures 2F and 2G ).
To assess whether the increase in IL-17 expression in CIP2A-silenced cells was due to regulation of IL17A gene expression, increased proliferation, or increased cell survival, naive CD4+ T cells were labeled with carboxyfluorescein succinimidyl ester (CFSE) and the cells were activated under Th17-promoting conditions. The extent of CFSE dilution was monitored 96 h post cell activation, in both CIP2A-silenced and control cells. The rate of proliferation in CIP2A-silenced cells was slower than in the control cells ( Figure S2D ). Similar results were also obtained in mouse cells deficient in CIP2A ( Figure S2E ), and there were no significant differences in the cell viability between the cell populations ( Figure S2F ). These results confirmed that increase in IL-17 upon CIP2A silencing is not due to increased proliferation of these cells and is consistent with several other reports that have found reduced proliferation of CIP2A-deficient cells in other cell types (Junttila et al., 2007; Ventelä et al., 2012; Yang et al., 2016) .
To explore the mechanisms underlying the increased Th17 differentiation of CIP2A-deficient cells, we carried out RNA sequencing (RNA-seq) analysis of CIP2A-silenced cells cultured under Th17 condition for 24 h. This time point was chosen to ensure that CIP2A expression is induced and that the siRNA-mediated silencing of CIP2A remains efficient. CIP2A silencing resulted in differential expression of 136 genes (false discovery rate [FDR] <0.05) in cells differentiated to the Th17 direction for 24 h ( Figure 3A and Table S1 ). Fifty of these genes have been shown to be differentially expressed (DE) during Th17 differentiation (Tuomela et al., 2016) (Table S2 ). Consistent with the increase in IL17 expression, many genes encoding Th17related TFs, e.g., RORA, RORC, and MAF, were upregulated in the CIP2A-deficient Th17 cells. In contrast, several genes that repress Th17 cell differentiation (e.g., interferon-g, IL-2, and IRF8) were downregulated in CIP2A-deficient conditions suggesting CIP2A negatively regulates Th17 differentiation.
Gene set enrichment analysis (Subramanian et al., 2005) was performed to investigate whether there was a global increase in the expression of Th17 cell signature genes upon CIP2A silencing. The Th17 cell signature genes were defined from our earlier study as the top upregulated (24 h, FDR <0.05, log2[FC] > 2) genes in Th17 conditions (Tuomela et al., 2016) . The majority of Th17 cell signature genes were more abundant in the CIP2A-deficient samples than in the control samples ( Figure 3B Ingenuity pathway analysis (IPA) of the CIP2A-silenced Th17 cell gene expression data was used to gain an overview of the pathways enriched among the DE genes observed in CIP2A-deficient human Th17 cells and the cellular location of different RNA species among the DE genes. Enzymes were the most enriched class among the DE genes, followed by transporters and transcriptional regulators ( Figure 3C ). Interestingly, among the most enriched pathways were differential regulation of cytokines by IL-17 in epithelia, macrophages, and Th cells, as well as IL-17 regulation in inflammatory diseases, supporting a role for CIP2A in the regulation of signaling involved in IL-17 expression ( Figure 3D ).
CIP2A Controls TH17 Differentiation by Regulating STAT3 Phosphorylation
To identify the key upstream regulators of the observed RNA-seq transcriptional signature in CIP2A-deficient Th17 cells, we used ''upstream regulators'' predictor tool from IPA. The tool predicts the key upstream TF or cytokines that may not be upregulated at the RNA level but may have increased activity because of posttranslational modification, e.g., phosphorylation. Interestingly, STAT3, a known positive regulator of Th17 cell differentiation (Chen et al., 2006; Durant et al., 2010; Tripathi et al., 2017) , was one of the key upstream regulators predicted to be activated (Z score > 2) in CIP2A-deficient cells ( Figure 4A ). Furthermore, Transcription Factor Binding Sites enrichment analysis on the promoters of DE genes revealed enrichment of several Th17-related factors including STAT3 (Table S3 ). Based on these results, we hypothesized that enhanced Th17 cell differentiation upon CIP2A deficiency could be due to increased STAT3 activity.
To test whether CIP2A silencing leads to changes in STAT3 activity, levels of STAT3 phosphorylation were determined. Naive CD4+ T cells were activated for 48 h in Th17-polarizing conditions to ensure the expression of CIP2A, and siRNA was then used to silence CIP2A expression. As STAT3 phosphorylation occurs early during Th17 differentiation, cells were re-activated for 15 min under Th17 condition and STAT3 phosphorylation was monitored using intracellular flow cytometry staining and western blotting (WB) ( Figure 4B ). STAT3 phosphorylation (Y705) was indeed consistently higher in cells depleted of CIP2A by all the three CIP2A siRNAs when compared with controls both in terms of percentage ( Figure 4C ) and median florescence intensity ( Figure 4D ). Higher phosphorylation of STAT3 was also observed at serine-727 ( Figure S3A ). To test whether the increase in pSTAT3 is also sustained for longer duration, we performed similar experiments to those described in Figure 4B , except that the additional time points at 30 and 360 min were included. Interestingly, not only was there an increase in STAT3 phosphorylation but also the phosphorylation was sustained longer in CIP2A-silenced samples ( Figure 4E ). Besides Tyrosine-705 phosphorylation, serine-727 phosphorylation was also sustained in the CIP2A-deficient Th17 cells ( Figure 4E ). To test whether the increase in the phosphorylation in CIP2A-deficient cells was specific to STAT3, we measured the phosphorylation of STAT5. As STAT5 is phosphorylated in response to IL-2 stimulation, we first cultured the naive cells as shown in Figure 4B , except that the cells were differentiated under iTreg conditions wherein the cells were activated in the presence of IL-2, all-trans retinoic acid, and transforming growth factor-b. No differences in STAT5 phosphorylation were observed, indicating that the changes were specific to STAT3 ( Figures S3B and S3C ). Taken together, these results suggest that CIP2A limits Th17 differentiation by modulating STAT3 phosphorylation.
AGK Potentiates STAT3 Phosphorylation in the Absence OF CIP2A
We hypothesized that the increase in pSTAT3 in CIP2A-deficient cells is due to changes in the interacting partners of STAT3 in the presence and the absence of CIP2A. To test this hypothesis, we performed immunoprecipitation (IP) of pSTAT3 (Y705) followed by LC-MS/MS of whole-cell lysates to identify proteins that interact with pSTAT3 in CIP2A-sufficient or CIP2A-deficient conditions in human Th17 cells. Cells were first activated for 48 h under Th17 condition. The cells were then nucleofected, rested, and re-activated for 15 min in Th17-polarizing condition, and pSTAT3 was measured by WB ( Figure S3D ). STAT3 was enriched many folds in IP samples when compared with control (IgG) samples ( Figure 5A ). Interestingly, pSTAT3 was higher in siCIP2A when compared with siNT, confirming the results shown in Figures 4C and 4E . Proteins interacting with pSTAT3 were pulled down together with the pSTAT3 and identified by MS analysis. STAT3 was the most enriched protein in MS analysis of both CIP2A-sufficient and CIP2A-deficient conditions, confirming that the IP and MS were successful. Following statistical analysis of the MS data from the IP samples, 335 of the identified proteins were discerned to interact with pSTAT3 in the CIP2A-sufficient or CIP2A-deficient conditions and were distinct from the IgG-only baits (Table S4 ). The detected interacting proteins were filtered to include those differentially abundant between prey and bait (p < 0.05, paired t test) and passing a Significance Analysis of Interactome (SAINT) probability score of >0.7 (Emani et al., 2015) . Among these, 217 proteins interacted with pSTAT3 both in CIP2A-sufficient and CIP2A-deficient conditions ( Figures 5B and 5C ), whereas the interaction of 69 and 49 proteins were distinguished in the CIP2A-sufficient and CIP2A-deficient conditions, respectively (Table S4 ). The STAT3 interactome data were analyzed with Gene Ontology (GO) and network analysis tools to gain an overview of the biological processes associated with the proteins through which STAT3 mediates its function. STAT3-interacting proteins associated with both the CIP2A-sufficient and CIP2A-deficient conditions were selected for the network analysis. A network was constructed using the STRING database (Szklarczyk et al., 2017) to gather the known interactions between the proteins. The resulting network was further visualized with Cytoscape (Shannon et al., 2003) and enriched biological processes were identified using DAVID (Huang et al., 2009a (Huang et al., , 2009b and PANTHER (Mi et al., 2013 , 2017 , revealing RNA processing, immune response, and cell adhesion as the processes most frequently linked with the STAT3-associated proteins ( Figure 5D ). Collectively, these results suggest that STAT3 is involved in multiple steps, ranging from RNA production to the production of a functional protein and in cell signaling.
Further analysis of pSTAT3 interactors in IPA revealed enrichment of CD28 signaling in Th cells in CIP2A-sufficient condition ( Figures S4A and S4B ). Conversely, protein kinase A signaling was enriched among pSTAT3 interactors only under CIP2A-deficient conditions. In terms of their organellar associations, the largest proportion of the pSTAT3 interactors were cytoplasmic, followed by nuclear and plasma membrane, both under CIP2A-sufficient and CIP2A-deficient conditions ( Figure S4C ). Functionally, the largest proportion of pSTAT3 interactors belonged to ''enzymes,'' followed by transcription regulators and transporters ( Figure S4D ).
To identify STAT3-interacting partners associated with the increase in pSTAT3 observed in CIP2A-deficient cells, we searched for proteins preferentially interacting with STAT3 either in CIP2A-silenced or control Th17 cells. Interestingly, a significantly enhanced interaction was detected between a lipid kinase AGK and STAT3 in CIP2A-silenced cells (Table S4 ) when compared with control cells. These results were validated in independent co-IP experiments ( Figure 6A ). Furthermore, using confocal microscopy, we detected a significantly higher co-localization of AGK and pSTAT3 in CIP2A-deficient human Th17 cells than in control cells ( Figure 6B ). Notably, AGK was also identified as a CIP2A-interacting protein in a reciprocal CIP2A IP experiment ( Figure 6C left) . The CIP2A-AGK interaction was further confirmed by targeted selected reaction monitoring-based MS analysis of CIP2A IP samples ( Figure 6C right). It has been reported that AGK directly interacts with STAT3 in cancer cells and promotes its phosphorylation by JAKs . Silencing of AGK decreased pSTAT3 (Y705) levels, whereas its overexpression led to an increase in pSTAT3 (Y705) levels . We confirmed that indeed AGK-pSTAT3 interaction is enhanced in the absence of CIP2A. We tested if AGK silencing will bring back the increased phosphorylation of STAT3 in CIP2A-deficient Th17 cells. First, we efficiently silenced AGK using three different siRNAs ( Figure 6D ). STAT3 levels were unaffected, as reported earlier in epithelial cells , whereas AGK silencing significantly reduced pSTAT3 in Th17 cells ( Figure 6D ). Furthermore, depletion of AGK in CIP2A-silenced cells was able to neutralize the enhanced pSTAT3 levels as measured both by flow cytometry ( Figures 6E and 6F ) and WB analysis ( Figure 6G ), as well as enhanced IL-17 production ( Figure 6H ). Taken together these data suggest that CIP2A interacts with AGK, regulates the interaction between AGK and STAT3, and thereby controls the phosphorylation of STAT3 in Th17 cells.
Regulation of TH17 Differentiation by CIP2A and by Inhibition of PP2A Catalytic Phosphatase Activity
In mouse T cells, overexpression of PP2A catalytic subunit (PP2Ac) was shown to facilitate the transcription of pro-inflammatory genes including IL17A (Apostolidis et al., 2013). In addition, PP2Ac was recently identified as an essential regulator of Th17 differentiation. T cell-specific deletion of PP2Ac (Ppp2ca) resulted in impaired Th17 differentiation and rendered mice resistance to myelin oligodendrocyte glycoprotein-induced experimental autoimmune encephalomyelitis (Xu et al., 2019) . Thereby, the results that both CIP2A and PP2A inhibit IL-17 expression in humans could be reconciled by the current model that CIP2A does not regulate catalytic PP2Ac subunit phosphatase activity, but more selectively modulates PP2A/B56 complex substrate recognition (Junttila et al., 2007; Wang et al., 2017) .
To further study this, we directly compared the role of CIP2A and PP2Ac catalytic activity in regulation of IL-17 gene expression. First, we silenced the PP2A-A subunit, which is a scaffold for PP2A complex and essential for PP2A activity, using two different concentrations of the siRNA-targeting PP2A-A subunit ( Figures 7A  and S5A ). PP2A-A silencing led to a significant increase in IL-17 expression both at RNA ( Figure 7B ) and protein ( Figure 7C ) levels. Furthermore, we modulated the activity of PP2A either by a chemical inhibitor or activator, and measured IL-17 expression at RNA and protein levels. Serine/threonine phosphatase inhibitor okadaic acid (OA) was used to inhibit PP2A in Th17 cells. The applied concentration of 10 nM was selected to achieve relative selectivity toward PP2A over PP1, PP4, and PP6 (Apostolidis et al., 2013) . This concentration was well tolerated by T cells ( Figure S5B ). Similar to siRNA-mediated inhibition of PP2A-A, treatment of cells with OA led to increased production of IL-17 ( Figures 7D and 7E ). Furthermore, treatment with FTY720 (2-amino-2-[2-(4-octylphenyl) ethyl] propane-1,3-diol; Fingolimod, Novartis), which directly activates PP2Ac via blocking binding of PP2A inhibitor (I2PP2A/SET) (Saddoughi et al., 2013; Switzer et al., 2011) , led to reduced IL-17 levels ( Figures 7F and 7G ). Together, these results demonstrate opposite outcomes by direct modulation of PP2Ac catalytic activity or by B56-selective modulation of PP2A via CIP2A. This in turn provides a unique opportunity for immunomodulation, which cannot be predicted from the effects induced by direct manipulation of PP2A catalytic activity toward presumably all PP2A-regulated targets.
DISCUSSION
CIP2A is upregulated in a variety of human cancers. Its inhibitory function toward PP2A/B56 thereby stabilizes the oncoprotein MYC in cancer cells (Junttila et al., 2007; Khanna et al., 2013; De et al., 2014) . Here, we delineate previously unappreciated immune regulatory role of CIP2A and demonstrate that it acts as a negative regulator of human and mouse Th17 cell differentiation. Our data revealed that CIP2A silencing results in increased expression of proinflammatory cytokine IL-17 at both the protein and RNA levels. Consistent with increased IL17 in CIP2A-deficient cells, IRF8, a negative regulator of Th17 cell differentiation (Ouyang et al., 2011) , was downregulated upon CIP2A silencing ( Figure 3A ). Furthermore, several Th17-related TFs were upregulated including RORC, RORA, and MAF ( Figure 3A ).
Moreover, CIP2A deficiency led to enhanced expression of factors important for Th17 differentiation, including phosphorylation of STAT3. Altered signaling of STATs or their negative regulators can lead to pathological conditions such as chronic inflammation, inadequate immune response, or cancer (Grivennikov et al., 2010; Multhoff et al., 2011; Landskron et al., 2014) . Enhanced STAT3 phosphorylation in CIP2Asilenced human Th17 cells may explain upregulation of Th17-related genes in human and mouse CIP2A-deficient Th17 cells. STAT3 is a key upstream factor driving Th17 differentiation. It also plays an important role in many other types of cells including cancer cells. In spite of these, STAT3 interactome has not been studied previously in Th17 cells. In this study, we delineated pSTAT3 interactome in CIP2A-silenced and control cells. Our data revealed many new protein interactions with STAT3 including ubiquitin ligase TRIM21 and kinase AGK. The interactome of pSTAT3 identified in this study can be used as a resource for future studies aiming at further understanding of STAT3 functions. AGK preferentially interacts with pSTAT3 in CIP2A-deficient cells. In cancer cells, AGK facilitates STAT3 phosphorylation by inhibiting autoinhibitory JH2 domain on JAK2 to phosphorylate STAT3 . Similar to cancer cells, AGK silencing resulted in reduced STAT3 phosphorylation in Th17 cells. We demonstrated that in CIP2A-silenced cells, increased interaction between AGK and STAT3 results in enhanced pSTAT3. Thus, we propose that CIP2A regulates the strength and duration of STAT3 phosphorylation in Th17 cells by regulating AGK-STAT3 interaction in Th17 cells.
TRIM21 deficiency in mice leads to enhanced production of the pro-inflammatory cytokines, IL-6, IL-12, IL-23, and IL-17 (Espinosa et al., 2009 ) as well as tissue inflammation and systemic autoimmunity through the IL-23-Th17 pathway (Espinosa et al., 2009; Chikuma et al., 2012; Ahn et al., 2017) . Interestingly, TRIM21 interacts with IRF8 (Yang et al., 2009; Yoshimi et al., 2012; Lazzari et al., 2014) , a negative regulator of Th17 differentiation (Ouyang et al., 2011) and marks it for degradation by proteasomes (Yang et al., 2009; Yoshimi et al., 2012; Lazzari et al., 2014) . Further studies are required to clarify if the reduced interaction between STAT3 and TRIM21, as well as reduced IRF8 expression in CIP2A-silenced human Th17 cells, contributes to enhanced Th17 differentiation.
CIP2A was initially identified as a PP2A-interacting protein (Junttila et al., 2007) . In agreement with this, in a parallel study, we found CIP2A to interact with PP2A subunits in Th17 cells (Khan et al., 2020) . Previously, it was shown that overexpression of PP2A catalytic subunit in mice led to increased IL-17 production (Apostolidis et al., 2013) . Recently, impaired Th17 differentiation was demonstrated in mice with PP2A catalytic subunit gene (Ppp2ca) KO specific to T cells (Xu et al., 2019) . Contrary to the findings in mouse, we observed increased IL-17 production upon PP2A inhibition by siRNA and OA. Furthermore, treatment with PP2A activator FTY720 led to reduced IL-17 levels in human Th17 cells. Interestingly, FTY720 has also been used as an immunosuppressant drug for the treatment of patients with multiple sclerosis. Oral treatment with FTY720 reduced the number of IL-17-producing Th17 cells in peripheral blood when compared with placebotreated patients (Mehling et al., 2008; Brinkmann, 2009; Chun and Hartung, 2010) . Thus, the effect of PP2A inhibition on Th17 cells appears to be opposite in human and mouse. Other species-specific examples of gene function are known in the literature, such as SATB1. SATB1-deficient human T cells upon Th17 differentiation produced increased IL-17 (Tripathi et al., 2019) , whereas in mouse, SATB1 deficiency led to reduced IL-17 levels (Ciofani et al., 2012) . In addition, both inhibition of total catalytic activity of PP2A and inhibition of CIP2A resulted in IL-17 induction, highlighting the substrate selectivity of CIP2A toward PP2A/ B56 (Wang et al., 2017) . Thus, these results emphasize the significance of PP2A-mediated responses in human Th17 cells.
Using mouse cells, in this study we show that the function of CIP2A in Th17 regulation is conserved in mice and the effect on Th17 differentiation is more pronounced when the knockdown of CIP2A is more efficient. Nevertheless, we focused on human cells because the details of CIP2A function in human and mouse system may not be similar. Furthermore, the in vivo results in mouse regarding regulation of Th17 differentiation by PP2A suggest exactly the opposite of what we found in human cells. Thus, a better understanding of the regulation of Th17 cells by CIP2A may provide new approaches for therapeutic intervention in autoimmune and inflammatory diseases as well as in cancer. Overall, our results indicate that CIP2A expression influences several mechanisms important for Th17 response and associated regulation of the immune system that could provide useful insight for the use of CIP2A targeting in cancer therapy.
LIMITATIONS OF THE STUDY
One of the limitations of the study is the lack of in vivo data. It remains to be seen if the increase in IL17 expression upon CIP2A silencing leads to the increased propensity of IL-17-mediated inflammatory disease. However, there is a growing consensus that human and mouse systems are different at multiple levels. Indeed, we showed earlier that there is only a little overlap between human and mouse Th17 cell differentiation (Tuomela et al., 2016; Tripathi et al., 2019) . Therefore, caution is required in interpreting the results from mouse versus human as fundamental regulatory differences may exist between the two species. Another limitation of the study is that the mechanism of AGK action on STAT3 phosphorylation was not completely delineated. As pointed out earlier in the discussion, in cancer cells, it was demonstrated that AGK removes an autoinhibitory domain of JAK2 to facilitate STAT3 phosphorylation . We showed that (1) AGK interacts with STAT3, (2) silencing of AGK results in reduced STAT3 phosphorylation, (3) AGK interacts with pSTAT3, and (4) STAT3 phosphorylation is reduced in AGK-depleted Th17 cells suggesting that a similar mechanism operates in Th17 cells. However, further experiments are needed to address the detailed mechanism.
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(B-C) Flow cytometry analysis of pSTAT5 phosphorylation (Y694) in cells nucleofected with siCIP2A1 (green), siCIP2A4 (red) and siNT (black) siRNA as described previously in Figure 4B , except that the cells were activated and reactivated under iTreg culturing conditions. The bar chart shows quantitation of MFI of three independent experiments. (D) Experimental design for immunoprecipitation with anti p-STAT3 (Y705) in CIP2A silenced and control human Th17 cells. IgG control antibodies were used as a negative control in both conditions. CD4+ T cells were isolated from human umbilical cord blood and activated first in Th17 condition for 48 h. Cells were then nucleofected with CIP2A or NT siRNAs, rested for 48 h and then reactivated again under Th17 culturing condition for 15 min followed by pSTAT3 pulldowns. Figure 7A ). Two different amounts (3ug and 6ug) of PP2A siRNA were used to deplete PP2A in human Th17 cells. Beta-actin was used to probe equal loading of lysates. In the PP2A blots, the upper bands in replicate 1-2 and lower bands in replicate 4 ( Figure 7A ) are non-specific. (B) Flow cytometry dot blot (top) and bar graph (bottom) plotted with flow cytometry cell count at 72h in Th17 cells with shown concentration of OA.
6µg Supplementary Table S1 Genes DE upon CIP2A silencing. (Associated with Fig. 3 ) . The table lists genes that were detected as differential expressed in the comparison of the RNA-seq data from Th17 cells treated with CIP2A siRNA compared to those treated with scramble. An FDR of 0.05 and fold change cut-off was applied. 72 hours of differentiation (0.5, 1, 2, 4, 6, 12, 24, 48 & 72 For Th17 cell culture, CD4+ T cells were stimulated as described above in a density of 0.5 8 × 10 6 cells/mL of X-vivo 20 serum-free medium (Lonza, Bazel, Switzerland). The X-vivo 20 9 media were supplemented with L-glutamine (2 mM, Sigma-Aldrich, Dorse, UK) and 10 antibiotics (50 U/mL penicillin and 50 μg/mL streptomycin; Sigma-Aldrich). Th17 cell 11 polarization was initiated with a cytokine cocktail of IL6 (20 ng/mL; Roche, cat# 11138600 12 001), IL1β (10 ng/mL, R&D Systems, cat# 201 LB) and TGFβ (10 ng/mL, R&D Systems, 13 cat# 240) in the presence of neutralizing anti-IFNγ (1 μg/mL, R&D Systems, cat# MAB-285) 14 and anti-IL4 (1 μg/mL, R&D Systems, cat# MAB204). For the control cells, CD4+ T cells 15 were TCR stimulated with anti CD3 and anti CD28 in the presence of neutralizing antibodies 16 without differentiating cytokines (Th0) and cultured in parallel.
17
iTreg differentiation was performed as described earlier (Ubaid Ullah et al., 2018) . Briefly 18 CD4+CD25-cells from multiple donors (three or more) were activated directly or pooled 19 before activation with plate-bound anti-CD3 (500 ng/24-well culture plate well) and soluble 20 anti-CD28 (500 ng /mL) at a density of 2× 10 6 cells/mL of X-vivo 15 serum-free medium 21 (Lonza, Bazel, Switzerland). For iTreg differentiation, the medium was supplemented with 22 IL-2 (12 ng/mL), TGF-β (10 ng/mL) (both from R&D Systems, Minneapolis, MN), all-trans 23 retinoic acid (ATRA) (10 nM) (Sigma-Aldrich), and human serum (10%, Biowest, cat# 24 S4190-100) and cultured at 37°C in 5% CO2. Control Th0 cells were stimulated with plate-25 bound anti-CD3 soluble anti-CD28 in X-vivo 15 serum-free medium without cytokines.
26
Cell transfection with siRNA. Nucleofector 2b system (Lonza) was used for siRNA 27 transfections. Four million cells were transfected in 100 μl volume of Opti-MEM (Gibco by 28 Life Technologies, cat # 31985-047). After nucleofection cells were rested for 48 h in RPMI 29 supplemented with 10% serum.
30
The following siRNAs (synthesized by Sigma or from Dharmacon) were used: The enriched GO biological processes in the STAT3 interactome were identified using the 209 Database for Annotation, Visualization and Integrated Discovery (DAVID) version 6.8 210 (Huang et al., 2009; Huang et al., 2009 ). The enrichment analysis was performed using the 211 detected STAT3 interactome as the input and the whole detected Th17 proteome from our
